
Figure S3:  Scatchard plot of wt (squares, solid line) and mutant (circles, dashed line)

CaM binding to mutant 4-charge reversal skMLCK.  A linear fit to the data yielded the

Kd’s 270 µM (for mutant CaM) and > 700 µM (for wt CaM).

Figure S4:  Stopped flow measurement of the reaction between purified D1 protein and

various concentrations of Ca2+.  The initial reaction could be fit to a single exponential to

yield the average rate (n > 3, in s-1) for each Ca2+ concentration.  A fit of the data (kobs =

kon[Ca2+] + koff) yields the association and dissociation rate constants.
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